PCR detection of various bla gene types (including bla IMP , bla VIM , bla TEM , bla SHV , bla CTX-M , and bla KPC ) as well as PCR mapping of integrons related to the MBL-encoding genes detected was performed using the primers and amplification conditions described previously (9, 10) . Mating experiments using Escherichia coli 26R793 (Lac Ϫ Rif r ) as the recipient strain were also performed as described previously (5) . Plasmid extraction was performed using a CompactPrep plasmid midi-core kit (Qiagen, Hilden, Germany) and E. coli 39R861 as the standard plasmid control strain.
Three of the isolates tested were MBL positive by phenotypic methods, and PCR screening showed that these isolates were positive for the bla VIM gene and negative for the other bla genes for which the isolates were tested. All of the rest of the isolates were also PCR negative for any of the MBL-encoding genes for which the isolates were tested. Integron mapping and nucleotide sequence analysis revealed the presence of integron Inh12, carrying allele bla , in one isolate (Ec119) and integron In-e541, carrying allele bla VIM-1 , in two isolates (Ec120 and Ec123). Mating experiments yielded transconjugant cells at a median frequency of 3.3 ϫ 10 Ϫ1 per donor cell of Ec119 as well as 4.3 ϫ 10 Ϫ2 and 1.5 ϫ 10 Ϫ2 per donor cell of Ec120 and Ec123, respectively. Transconjugant cells of Ec119 had elevated MICs of cephalosporins (but not cefepime), amikacin, and aztreonam, as well as tetracycline (Table 1 ). Transconjugant cells of Ec120 and Ec123 had elevated MICs of gentamicin and amikacin. Plasmid analysis of both clinical and transconjugant colonies showed a plasmid of approximately 85 kb for isolate Ec119 and one of approximately 60 kb for isolates Ec120 and Ec123. Transconjugant cells were also PCR positive for the bla VIM gene, indicating its plasmid location in the respective clinical isolates of the study.
It is noteworthy that isolate Ec119 was resistant to aztreonam (MIC ϭ 128 mg/liter), and its transconjugant cells also showed an elevated MIC to that agent (16 mg/liter). PCR for the bla KPC gene was negative, but both clinical and transconjugant cells were phenotypically positive for AmpC production. Accordingly, resistance to aztreonam might be attributed to AmpC production (7), with the bla AmpC gene being carried in a conjugative plasmid along with the bla VIM-12 gene.
VIM-type MBL-encoding genes associated with class 1 integron structures have become endemic in Greece, and phenotypic screening for MBLs in Gram-negative pathogens is routinely performed in laboratories of clinical microbiology in our hospitals. In particular, In-e541 is an integron widely dis-tributed among several species in our hospitals (8) . Its variable region consists of bla VIM-1 , aacA7, dhfrI, and aadA1 genes in succession; and these are under the control of a strong P1 promoter and an inactivated P2 promoter. Integron Inh12 was originally described in a Klebsiella pneumoniae clinical isolate from Greece and carries the bla VIM-12 allele flanked by two aacA7 alleles, while it also has a strong P1 promoter and an inactivated P2 promoter. The respective promoting genetic constitution has previously been associated with phenotypically undetectable MBLs not only in E. cloacae but also in other species (3, 4) . However, our isolates were typically positive by all MBL-related phenotypic assays. A plausible explanation could be that specific molecular mechanisms not present in our isolates might mask the phenotypic manifestation of MBLencoding genes. Therefore, phenotypic screening for MBLs may not be adequate in all cases, while the use of PCR screening of phenotypically negative isolates has previously been suggested in the literature (4).
The University Hospital of Alexandroupolis is a health care setting relatively remote in respect to the other Greek hospitals where VIM-producing Gram-negative isolates have been isolated. Furthermore, patients from whom the isolates used for the present study were derived were native citizens of the city of Alexandroupolis; thus, horizontal transfer among different Greek hospitals could not explain the appearance of VIM-type MBLs in our hospital. Also, this is the first report worldwide of a VIM-12-producing E. cloacae clinical isolate. It is noteworthy that no VIM-producing Gram-negative isolates were previously detected in our hospital. Thus, it is more likely that the bla VIM-12 gene is independent and is widely distributed in bacteria rather than being the spontaneous result of homologous recombination between the bla VIM-1 and bla VIM-2 genes, which already existed and which are disseminated within the respective health care settings, as commented on previously (6). 
